elicit dopaminergic neurodegeneration in wild-type animals (Nass et al., 2002) . Mutation of the dopamine transporter dat-1, which is required for neuronal 6-OHDA uptake, was shown to confer 6-OHDA resistance (Nass et al., 2002) . After 6-OHDA exposure during larval stages (L3 and L4), dopaminergic neurodegeneration was scored in a low-throughput manner by mounting adult animals on cover slide (Nass et al., 2002; Tucci et al., 2011) . We adapted the protocol to screen for mutants that are hypersensitive to 6-OHDA exposure by using lower 6-OHDA concentrations that do not elicit neurodegeneration in wild-type animals. We expose synchronized L1 stage larvae in 96-well plates and score adults directly on agar plates, allowing for high-throughput screening. This approach led to the characterization of the tetraspanin gene tsp-17, the neuroligin-like gene glit-1 and the transthyretin- The protocol can also be used for acute liquid exposure to other soluble compounds such as the oxidative stress-inducing drug paraquat (Offenburger et al., 2018a and 2018b) . The procedures we describe here are generally useful to test if compounds influence dopaminergic neuron death. 2. Transfer the plates to room temperature before covering them with ca. 1 ml of OP50 E. coli. We prepare E. coli cultures by inoculating a single colony of OP50 in 500 ml LB medium and overnight incubation at 37 °C.
Materials and Reagents
3. Dry these seeded plates overnight and store them at 20 °C. 1. One day before the 6-OHDA assay, pick gravid C. elegans (in adult stage and full of eggs) into a 96-well plate containing 70 μl M9 buffer per well. Only 30 μl of these 70 μl will be used for the 6-OHDA treatment, but as a substantial amount of the liquid will evaporate, it is necessary to prepare a larger volume. It is best practice to select healthy day 1 or day 2 adults for all 3. Prepare a technical duplicate for each experiment (i.e., two wells per condition) and perform at least two biological replicates on different days. We encourage randomizing the sequence of the analyzed strains ( Figure 2 ). 4. Incubate the 96-well plates in a temperature-controlled shaker at 500 rpm at 20 °C for 24-40 h.
As food is absent in the wells, the eggs laid by these adults will hatch yet remain in the L1 larval 3025 will be used in the assay and only 50-100 randomly selected animals will be scored after treatment.
5. On the day of 6-OHDA treatment, first prepare the recovery plates. Label NGM agar-containing 6 cm plates in the back with the respective letter/number code from the 96-well plate and streak a line of OP50 E. coli on the NGM using a metal inoculation loop ( Figure 3A) . 
Notes

Note: When handling 6-OHDA, wear double gloves and a lab coat, use disposable filter tips and work under the fume hood. Use a disposable bench cover in the fume hood and put a wet paper towel in the area in which 6-OHDA is handled such that spilled 6-OHDA is oxidized immediately.
7. Weigh ascorbic acid and 6-OHDA in the screw cap tubes using disposable spatulas and precision scales in the fume hood. To minimize handling time, weigh an approximate, slightly higher amount of compound and adapt the total volume accordingly. 12. Add 10 μl 5x 6-OHDA solution and again ensure the solutions are properly mixed. Shake the multiwell plates for 1 h at 500 rpm at 20 °C.
13. Stop the incubation by adding 150 μl M9 buffer. This buffer will oxidize the 6-OHDA and the solution will turn pink to dark red. The intensity of the color after addition of the buffer is a good indicator of the 6-OHDA concentration used.
14. Pipet the total of 200 μl of worms into oxidized 6-OHDA solution on the NGM plates opposite the bacterial stripe, directly on top of the plate label ( Figure 3B ).
15. Open the lids and let the plates dry under the fume hood. When the 6-OHDA solution has soaked into the NGM, remove the adult animals and eggs with a platinum wire such that only animals that were exposed at L1 stage remain on the plate ( Figure 3C ). Unless working with mutant strains that exhibit a developmental defect, there are usually no eggs or very few eggs present as all of progeny will have hatched in the 24-40 h incubation time before the assay. The L1 larvae remaining on the scoring plates will migrate towards the bacterial streak, which provides the food source ( Figure 3D ). 
Data analysis
We visualized scoring results with the '100% Stacked Colum' chart in Microsoft Excel. We added up numbers scored in technical duplicates and excluded data points for which the standard deviation between the technical duplicates was higher than 20% in any scoring category. 4. Aim to use the same lot of 6-OHDA for all experiments as efficiencies between batches can vary.
Also keep in mind that 6-OHDA might oxidize over time after opening, so older batches might become less efficient over time.
5. The ascorbic acid solution and the 6-OHDA solution must be prepared freshly immediately before treating the animals to avoid oxidization of the compounds.
6. Prepare at least 100 μl of each ascorbic acid solution and 6-OHDA solution, as otherwise the amounts will be too small to weigh them out accurately. Vortex solution thoroughly for approximately 1 min until it appears as homogeneous.
